Supplementary Figure 7.
ABI1 protein is more stable in aba2-21 than the wild type in the cell-free 26S proteasome assay. Total proteins were extracted from ABA deficient mutant aba2-21 (contains less than 10% ABA of the wild type) and the wild type. ABI1-His protein purified from E. coli was added together with the extracted proteins into the ATP containing cell-free solution, and incubated for 0, 0.5, 1 and 2 h.
Then the proteins were used for immunoblotting analysis using anti-His antibody.
ACTIN was used as a loading control. Figure 8 . ABI1 protein is lower in pyr1 pyl1 pyl2 pyl4 quadruple mutant than in the wild type, but more stabilized in protein solution from pyr1 pyl1 pyl2 pyl4 quadruple mutant than from the wild type.
Supplementary
A. ABI1 protein is accumulated less in pyr1 pyl1 pyl2 pyl4 quadruple mutant than in the wild type in both no ABA treatment and ABA treatment. Total proteins extracted from 7-day-old seedlings treated with 50 M ABA for 6 hr or without ABA were used for immunoblotting analysis with anti-ABI1 antibody. ACTIN was used as a loading control.
B. Comparison of ABI1-His stability between pyr1 pyl1 pyl2 pyl4 quadruple mutant and the wild type in a cell free assay. ABI1-His protein purified from E. coli was added to the ATP containing cell-free solution with total proteins from pyr1 pyl1 pyl2 pyl4 quadruple mutant or the wild type, respectively, in absence (upper) or presence (lower) of MG132 (50 µM). The proteins were used for immunoblotting analysis after cultured for different times. ACTIN was used as a loading control. Comparison of freezing tolerance of pub12 pub13 mutant and the wild type (Col).
Two-week seedlings grown on MS plates at 22 º C were treated at -5 º C for 1 h (nonacclimation, NA), or first treated at 4 º C for 4 days, and then treated at -9 º C for 1 h (Cold-acclimation, CA). After 3 days at 22 º C, the images were taken (A), and survival rates (B) and ion leakage (C) were measured. Data are means of three replicates ± SD, and the asterisks indicate significant differences compared with the Col under the same treatment conditions (**p < 0.01, t test). Figure 6a is the original one. Here are two other independent Experiments. Seedlings from different MS plates were independently treated with ABA or without ABA at different day time, and proteins were separately isolated, but run on the same gel.
Supplementary Figure 1 , 4, 5, 7 . Original images and independent experiment repeats.
Supplementary Figure 8 , 9. Original images and independent experiment repeats.
Supplementary Table 1. Primers used in this study
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